Compositional characterization of the cytoskeleton of NK-like cells.
The cytoskeleton is a dynamic structure that contributes to cell function in terms of shape, movement, transport and secretion. It also provides a platform for regional activities such as signaling, biosynthesis and energy production. The present manuscript describes a method for cytoskeleton isolation based on capture with magnetic microbeads and its application to the analysis of the NK like cell line, YTS. The isolated proteins were separated by SDS-PAGE and the peptides from the in gel digested proteins were analyzed by on line nano-LC-MSMS. Approximately 76% of the 126 isolated proteins were either components of the cytoskeleton or proteins that were known to be capable of associating with the cytoskeleton. The enrichment was confirmed by western blot for actin and alpha-actinin. The isolation was dependent on intact actin microfilaments as pretreatment of cells with cytochalasin D resulted in a marked reduction in the number of proteins isolated. The method allowed for the identification of several proteins that have not been previously described in lymphoid cells (EPLIN, SETA). A number of other scaffolding and lipid raft associated proteins were described suggesting a link between the cytoskeleton and these structures. The approach may have application to the proteomic examination of the cytoskeleton in a variety of cell types.